Background: Pseudoalteromonas is a genus of ubiquitous marine bacteria used as model organisms to study the biological mechanisms involved in the adaptation to cold conditions. A remarkable feature shared by these bacteria is their ability to produce secondary metabolites with a strong antimicrobial and antitumor activity. Despite their biotechnological relevance, representatives of this genus are still lacking (with few exceptions) an extensive genomic characterization, including features involved in the evolution of secondary metabolites production. Indeed, biotechnological applications would greatly benefit from such analysis. Results: Here, we analyzed the genomes of 38 strains belonging to different Pseudoalteromonas species and isolated from diverse ecological niches, including extreme ones (i.e. Antarctica). These sequences were used to reconstruct the largest Pseudoalteromonas pangenome computed so far, including also the two main groups of Pseudoalteromonas strains (pigmented and not pigmented strains). The downstream analyses were conducted to describe the genomic diversity, both at genus and group levels. This allowed highlighting a remarkable genomic heterogeneity, even for closely related strains. We drafted all the main evolutionary steps that led to the current structure and gene content of Pseudoalteromonas representatives. These, most likely, included an extensive genome reduction and a strong contribution of Horizontal Gene Transfer (HGT), which affected biotechnologically relevant gene sets and occurred in a strain-specific fashion. Furthermore, this study also identified the genomic determinants related to some of the most interesting features of the Pseudoalteromonas representatives, such as the production of secondary metabolites, the adaptation to cold temperatures and the resistance to abiotic compounds. Conclusions: This study poses the bases for a comprehensive understanding of the evolutionary trajectories followed in time by this peculiar bacterial genus and for a focused exploitation of their biotechnological potential.
Background
The marine environment is characterized by a large degree of biodiversity, hosting more living organisms, especially microorganisms, than any other environment. Over the last decade, the introduction of novel and more efficient sequencing techniques has resulted in the acquisition of a wealth of genomic (from cultivable microorganisms) and metagenomic data (from the whole microbial fraction, including the uncultivable one) [1] . Their analysis is disclosing the hidden potential of this Pandora's Box, strengthening our opinion on marine biodiversity, i.e. that it is endowed of chemical diversity potentially exploitable for humankind benefit.
Amongst bacterial genera that can be isolated from the marine environment, one of the most frequent is Pseudoalteromonas [2] , a subgroup of Gram-negative Gammaproteobacteria that are highly diffuse obligatory marine bacteria. In most cases, these rod-shaped bacteria display aerobic and chemoheterotrophic metabolism, and they are motile due to sheathed polar and/or unsheathed lateral flagella. Members of this genus have been isolated from almost all marine habitats, such as coastal, open and deep-sea waters, sediments, or in association with higher organisms, such as algae, invertebrates and fishes [3] [4] [5] .
Taking into account their frequent occurrence in polar marine samples, several species of Pseudoalteromonas have also efficiently adapted to freezing lifestyle [4] [5] [6] . The genome analysis of the Antarctic strain Pseudoalteromonas haloplanktis TAC125 (PhTAC125) performed by Medigue et al. [7] was the first attempt to provide insights into the genetic basis of the remarkable versatility of this bacterium. The combination of in silico and in vivo analyses allowed the identification of features related to its versatility and exceptional (compared to other marine bacteria) fast growth. Among these, one notable trait is the resistance to reactive oxygen species (ROS), which represent a considerable stressor under cold conditions [8, 9] . Other signatures of cold adaptation are the psychrophilesspecific codon usage bias, that is involved in resistance to protein aging features involving asparagine cyclization and deamidation [10] , and the high number of rRNA and tRNA genes, which might explain its translational efficiency even in cold condition [7] . This latter observation justifies an increasing use of PhTAC125 in biotechnological applications, such as for the high quality production of recombinant eukaryotic proteins [11] [12] [13] . This prompted a comprehensive characterization of this strains, through the analysis of its complete genome [7] , its proteome in different conditions [14, 15] , detailed growth phenotypes in complex media [9, 11] . The integration of genomic and expression data together with detailed physiological data allowed for the formulation of a genome scale metabolic model [16] , that can be used to predict phenotypes and design experiments aimed at the optimization of PhTAC125 metabolic capabilities.
Other full genome sequences of Pseudoalteromonas representatives have since been reported, highlighting the specific strategies, which allow Pseudoalteromonas sp. SM9913 strain to thrive in deep-sea sediments, or justify the P. tunicata D2 ability to efficiently colonize biotic surfaces [17] .
Representatives of the genus Pseudoalteromonas are also able to produce a broad array of bioactive molecules (among which antibiotics, toxins/antitoxins, antitumor agents) and wide-spectrum enzymes with high specificity at low temperatures [18] [19] [20] . These molecules represent an interesting and important evolutionary strategy, since they are responsible for inhibitory interactions among bacteria inhabiting the same environment, to preserve limited resources (e.g. space and nutrients) [21] . Such interactions effectively shape the microbial community composition [22] ; in particular, it has been shown that Antarctic sponges host specific bacterial communities whose members are able to inhibit the growth of bacteria inhabiting different sponges [23] . It has been shown that some representatives of the main Pseudoalteromonas clades (pigmented and non-pigmented) display differential degrees of bioactivity, in that pigmented strains are generally more active against a broad spectrum of organisms [24, 25] . Although the non-pigmented strains generally have a minor bioactivity, those inhabiting extreme environments (such as Antarctica) have evolved adaptive mechanisms to cope with adverse conditions, resulting in competitive advantages. In addition to modifications of the cellular physiology, the ability of inhibiting the growth of other microbes even at low temperatures could provide an advantage over other competitors [26] .
The extreme phenotypic variability observed in representatives of this genus is thus important for deriving evolutionary and functional insights and to guide future, rational, exploration and exploitation of these bacteria. However, to date, no extensive analysis of the possible underlying genetic/genomic features was carried out. Herein, we have performed a deep comparative genomic analysis using almost every Pseudoalteromonas genome currently available, mainly aimed at: i) the identification (and quantification) of the major evolutionary events that led to the current structure of this genus and ii) the characterization of the genetic repertoire involved in biotechnologically relevant tasks for each strain.
The obtained results depict a complex evolutionary scenario in which horizontal gene transfer (HGT) has played (and is playing) a central role in this genus, with a mechanism of action and spreading that might represent a general trend in marine microbiology.
Results and discussion

Pseudoalteromonas dataset
For the analysis of the Pseudoalteromonas pangenome, a dataset comprising 38 genomes present in GenBank, 13 of which belonging to strains isolated from different Antarctic sea ecological niches (water column, marine sponges and sediment) was assembled. The general features of these genomes are reported in Table 1 . More detailed statistics can be found in Additional file 1. Briefly, the Pseudoalteromonas genomes are, on average, 4,802,755 base pairs long (ranging from 3,850,272 to 6,943,067), harbor 4245 genes (ranging between 3612 and 5012), and have a GC composition of 41% (ranging from 38 to 47%).
Pseudoalteromonas phylogeny
A description of the phylogenetic relationships within the genus Pseudoalteromonas, using different genomewide methods, has been previously reported [27] . Here we report a phylogenetic tree of this genus (see Fig. 1 ), enriched with additional information (i.e. pigmentation), which was built using a concatamer of 1571 genes, as described in the experimental methods section.
One remarkable characteristic of the Pseudoalteromonas genus is that it can be divided in two major clades, including the pigmented strains, with a greater bioactivity, and non-pigmented strains, which tend to have more unusual enzymatic activities [24, 25, 28] . Notably, in the reported phylogeny there is a clear distinction between pigmented and non-pigmented strains: i) the pigmented clade displays a phylogeny with a greater degree of variability, embedding most of the species included in the dataset; ii) the non-pigmented clade is characterized by a phylogenetic shallowness, consistently with the literature and, since it mostly embeds strains from the P. haloplanktis species (as well as strains of the P. undina, P. marina, P. arctica species and still unassigned strains), it will be referred to as P. haloplanktis group (P. h. -group). This phylogenetic shallowness suggests an apparently limited genomic diversity within the P. h.-group.
The genus Pseudoalteromonas has an open pangenome
It has been argued that bacterial species and genera can be described in terms of their pangenome, that is, the collection of all the genes possessed by a group of bacteria belonging to the same taxon [29] . The pangenome is defined on the basis of the analysis of Cluster of Orthologous Genes (COG) of each genome and it is divided into three categories: 1) core, 2) accessory, and 3) unique genome. In this work we analyzed and compared the pangenome of: i) the Pseudoalteromonas genus, ii) the group of pigmented strains and, iii) the P. h. group.
Data obtained are shown in Fig. 2 Interestingly, the proportion of dispensable genes is relatively high compared to available pangenomes from other taxa [30, 31] . If this might be expected on the basis of the variability of the genome size of pigmented strains and the whole set of Pseudoalteromonas genomes (Table 1) , this might be in disagreement with the shallowness exhibited by the P. h.-group.
These findings strongly suggest that the three Pseudoalteromonas pangenomes are open, in that the increase of the number of genome sequences results in a parallel increase of pangenome size. To verify whether the Pseudoalteromonas gene repertoire does not reach an asymptotic limit or, conversely, the number of novel genes discovered when adding a new genome to the pangenome is eventually negligible, an iterative sampling approach was used to compute a high number of pangenomes being made of random combinations of N genomes. This analysis also allowed obtaining the values of i) the total genes, ii) the core genes, and iii) the novel (new) genes for the whole Pseudoalteromonas genus. Data obtained are schematically shown in Fig. 2a Trying to capture the trends observed, two different functions were fitted onto this data, namely a double exponential decay function and the Heap's law function (see Methods).
The fit for the core genome, pangenome size and new genes led to these parameters (see also Additional file 2): i) Core genome size a. Genus: The finding that the γ value of the three pangenomes is greater than zero (0.66, 0.46 and 0.46 for the entire Pseudoalteromonas genus, the pigmented strains and the P.h.-group, respectively) indicates that they are open. One of the main implications of an open pangenome is that the collection of strains with the sequenced genome available are not fully describing, in terms of gene content, the three groups. Regarding this concept, it has been argued [32] how an open pangenome is typical of taxonomic groups, which are able to colonize multiple environments (e.g. Streptococci, Meningococci, Helicobacter pylori and Escherichia coli) and, therefore, have the opportunity to exchange genetic material with a variety of different sources, effectively enriching their gene pool with "alien" genes. Conversely, species living in isolation and with lower chances of acquire alien genes have a closed pangenome (i.e. Bacillus anthracis, Mycobacterium tuberculosis and Chlamydia trachomatis) [32] .
The comparative analysis of data obtained for the three groups revealed that the pangenome of the whole genus embeds a more heterogeneous group of organisms than that of the pigmented group and/or P. h.-group; its rarefaction curves has a "more open" trend (γ value of 0.66). For the same reason, the number of core genes is considerably lower for the Pseudoalteromonas pangenome (1341 core genes vs 1982 and 2234). However, the pangenome of the P. h.-group was larger than that of pigmented strains (17,297 gene families vs. 12,289). Partially, this might be due to the higher number of genomes embedded in the P. h.-group. However, these data (as well as the finding that its pangenome is open) appeared to be in conflict with the phylogenetic shallowness of the P. h.-group mentioned above. Indeed, these phylogenetically related strains display a remarkable heterogeneity in terms of gene content, which is comparable to that of the group of pigmented representatives of multiple species (γ value of 0.46). This might have important evolutionary implications, in that it might suggest that a relatively high number of genes have been obtained through (more or less recent) events of HGT, which might have played a key role in shaping the genomic diversity between strains of this group. For example, P. tunicata (very likely) acquired the gene encoding LipL32, a protein involved in attachment to surface, from a Leptospira bacterium [33] . Fig. 1 ML phylogenetic tree of the Pseudoalteromonas genus computed using a genome-scale set of genes. The light blue shaded area marks the strains assigned to the P. haloplanktis-like group; the strain names and nodes are colored according to the literature records (when available) about the pigmentation: strains with a red name are reported to be pigmented, where those with a blue name are non-pigmented. Support values for nodes, are reported when different from 100
The functional characterization of the Pseudoalteromonas pangenomes As previously stated, the pangenome is a powerful concept that can be used to effectively represent a bacterial taxon, providing insights into the functional categories enriched in a pangenome.
Therefore, a functional characterization has been performed by assigning for each pangenome the genes of each section (core, accessory and unique genome) to a COG functional class (see Additional file 3). Data obtained regarding the distributions of the COG functional classes in the three pangenomes is shown in Fig. 3 .
Here, we present the results regarding: i) the differences observed between core and dispensable genome which are conserved across the pangenomes and ii) the functional differences among the pangenomes.
Regarding the first point, as expected, the major portion of the core genes is mostly involved in housekeeping processes, including metabolic functions (e.g. COG categories E, M, C, P, H, I) and non-metabolic related central processes such as transcription, translation and replication. Conversely, in the dispensable genome, these categories are present, although less represented, whereas the majority of the dispensable genes were not assigned to any category. Such predominant genes could be either novel genes showing no homology in the COG database, or pseudogenes with severe primary amino acid sequence disruption. Indeed, it has been argued that pseudogenes are pervasively distributed in prokaryotes, and that a great portion of them derives from "failed" HGT events [34] , since genes acquired through HGT events may provide no advantage (due to non-efficient expression, which in turn may be due to compositional differences or regulatory efficiency), or even be detrimental to the host (i.e. ORFs from infectious genetic elements such as virus or transposons). In time, these sequences undergo mutations and are A) B) C) Fig. 2 Pangenomes analysis. The section a of this figure reports the number of genes in each pangenome category for: the pangenome of the Pseudoalteromonas genus, the pigmented and the P.h. -group. The section b reports the rarefaction curves for the core genome and the pangenome, for each dataset. For the pigmented and P.h. -group, the dashed line represents the projection of the curve fit up to 38 genomes. The panel c reports the new genes discovery rate for each dataset on a log-log scale. The dashed line represents the correspondent curve for a closed pangenome eventually lost, making it difficult to find them in the core genome.
Comparing the distribution of COG categories between the three pangenomes, it can be argued the existence of few categories in which the genes are differentially distributed in the pangenome sections (COG categories: G, U, S, and L). Indeed, these partitions might be embedding genes responsible for functional differences between Pseudoalteromonas groups. For instance, considering the genes related to Carbohydrate transport and metabolism (G), the pangenomes of pigmented strains and P. h. -group embed comparable number of genes associated to this category in the three pangenome sections, where the core genes are the most represented. However, looking at the pangenome of the whole genus, there is a remarkable different distribution of the G genes, since the accessory genes are the most represented class. This could be explained with the presence of a pool of group-specific genes that are shared by all the strains of a particular group, but not by all the strains of the other group. To verify this hypothesis, the core genes of the P. h. group and the pigmented group were compared, revealing that all the pigmented strains share a pool of genes encoding enzymes involved in the production and degradation of glycogen (i.e. GlgA, GlgX etc.). This finding has some evolutionary implications, in that it suggests that this metabolic pathway has probably been lost during the evolutionary history of the P. h. group. The most remarkable difference is observed for the COG category L (replication, recombination and DNA repair), also including genes involved in HGT events, which is enriched for the unique genes of the P. h.-group (15%), compared with the unique genes of the pangenome of the genus (7%) and the pigmented group (3%).
Since the results of the pangenome analyses, i.e. the open pangenomes and the high proportion of L genes, appear to suggest that the HGT had a role in the evolution of this genus, we investigated more in details these events, by searching the presence of genes involved in the exchange of genes and trying to estimate the events of gene losses and gains that have occurred during the evolution of Pseudoalteromonas.
The contribution of horizontal gene transfer to Pseudoalteromonas evolution The Pseudoalteromonas panmobilome Mobile Genetic Elements (MGEs) are the main actors of the lateral exchange of genes and include plasmids, viruses (phages and prophages) and transposons. The mobilome of a strain is the repertoire of all the genes of that strain found to be associated with MGEs using in silico methods. Extending this concept to a whole taxon (in this case the genus Pseudoalteromonas), we define the panmobilome as the collection of all the MGEs of that taxon.
The ACLAME database [35] , a collection of MGEs from various sources, was used to tentatively assign the Pseudoalteromonas genes to three families of mobile elements (plasmid, virus, prophage) using a sequence similarity search approach, as described in the Methods. Data obtained are shown in Table 2 , which reports for each genome the total number of genes associated with each ACLAME family. Globally, 12,981 genes associated with MGEs have been found with this approach, which, on average, account for an important fraction of the genomes of the Pseudoalteromonas strains (14%). The comparative analysis of these genes allowed to identify a pool of shared genes (core mobilome), genes present in some but not all of the strains (accessory mobilome) and genes unique to some strains (unique mobilome) consisting of 117, 1241 and 676 genes, respectively (Fig. 4a) .
The distribution of the ACLAME families in the panmobilome revealed that it mostly embeds genes associated with plasmids (79%), with a minor fraction of genes associated to prophages (19%) and virus (2%). Interestingly, genes of different families are not all equally divided into the panmobilome sections (Fig. 4b) . In particular, genes belonging to the virus family are almost absent from the core mobilome (just 1 gene present), whereas they are more prevalent in the accessory and unique mobilome (16 and 23 genes, respectively). This result probably reflects the fact that different viruses infect preferentially some species/strains [36, 37] . Another possible explanation could be that viral genes have been mostly lost during the evolution of the genus, since they are under negative selection.
To evaluate the impact of HGT-mediated events on the overall Pseudoalteromonas phylogeny, a matrix of MGE presence/absence was compiled using the data from ACLAME, where each column is an MGE gene and each row is a Pseudoalteromonas strain (Fig. 5) . The dendrogram resulting from the clustering of the rows (organism dendrogram) was compared with the phylogenetic tree reported in Fig. 1 . Indeed, we identified a strong similarity between the two dendrograms, in that the P. h. -group (embedding the non-pigmented strains) is clearly separated from the strains of the pigmented group. The correlation between the pattern of MGEs presence and phylogeny is interesting and suggests that the MGEs harbor a strong phylogenetic signal, which, in principle, can discriminate the species. This implies the presence of a set of MGEs which has been gained between the speciation of some Pseudoalteromonas clades and that has followed the genus phylogeny.
Pseudoalteromonas genus has undergone genome reduction in evolution
The influence of the HGT events on the Pseudoalteromonas evolution prompts a thorough investigation on the events of gene gain and loss occurred during the evolutionary history of the genus, raising the intriguing question on what was the gene repertoire of the Pseudoalteromonas Last Common Ancestor (LCA), and which evolutionary dynamics led to the structure of the present-day genomes.
Using the phylogenetic tree reported in Fig. 1 , it was possible to infer the events of gene gain/loss for each cluster of orthologous genes (COG), by mapping the phyletic patterns of the genes on the tree. In this way, it was possible to: i) assess the number of acquisitions and losses at each internal node of the tree, and ii) estimate the set of ancestral genes of the Pseudoalteromonas LCA, which are reported in the dendrogram in Fig. 6 .
According to the approach used to infer gene gain/loss events along the phylogenetic tree (see Methods), we estimated that the Pseudoalteromonas LCA had 2999 genes, a relatively small number considering the average number of genes in the present-day Pseudoalteromonas genomes (4245). From this, we infer that the Pseudoalteromonas strains have undergone genome expansion through a number of gene gain events. Interestingly, the In this table are reported for each strain the number of genes assigned to each Aclame family (plasmid, prophage, virus), along with the total greatest number of gene gains was found in the leaves of the tree, that is, the greatest contribution to the genomic variability comes from recent events. Looking in more detail at the gene gains, it can be observed how some strains (e.g. P. spongiae, P. tunicata, P. haloplanktis ATCC, as well as the pigmented strains) have recently gained a large number of genes.
The gene gains can be originated either from a combination of gene duplication and speciation events, or from the acquisition of a large number of genes through HGT. Since the horizontal evolution is more rapid than the vertical one, it is possible that most of the recent gene gains derive from HGT events.
HGT probably occurred via transduction
Although we showed many evidences of HGT events in Pseudoalteromonas, there are still no clues if there is a preferential molecular mechanism leading to the genetic A) B) Fig. 4 The Pseudoalteromonas panmobilome. In this figure are reported a the composition of the panmobilome and b the distribution of the ACLAME families in the panmobilome sections recombination. In principle, DNA stretches can be horizontally transferred via conjugation, transduction and/or transformation [38] [39] [40] . It is quite possible that, for these marine bacteria, the transduction might represent the key mechanism responsible for HGT; indeed, conjugation requires the formation of the pilus, which might be unstable in an aqueous environment, unless it occurs when bacteria are associated with surfaces (e.g. spongeassociated bacteria); as for the transformation, it has been show how in the environment this is more likely to occur in the marine sediments rather than in the water column [41] . Based on these assumptions, it is unlikely that HGT occurred through these molecular mechanisms, considering the environment inhabited by these microbes. To verify this hypothesis, the genome of 38 Pseudoalteromonas was scanned using tra, mob and com genes (responsible for transfer, mobilization and competence, respectively) as seeds, but none of these genes was recovered. Indeed, since the molecular components necessary for the conjugation and transformation are missing, it is very likely that the HGT is mediated in Pseudoalteromonas by transduction, or similar mechanisms. In particular, it has been shown how the mobilization of genes through prophage-like elements known as Gene Transfer Agents (GTAs) is one of the major driving forces in the evolution of marine bacteria [42, 43] . These elements, which have been found to be common among the Alphaproteobacteria, have the peculiarity of packaging random DNA from the host genome, which is integrated into a recipient genome with a mechanism similar to the transduction [43, 44] .
Pseudoalteromonas metabolic processes
Up to now, we have been focusing mainly on the evolutionary insights of the Pseudoalteromonas. However, bacteria belonging to this genus are known for possessing a remarkable biotechnological potential.
In particular, the ability to grow at low temperature and to produce antimicrobial molecules have important implications. Therefore, we focused on a thorough characterization of the genetic determinants of these processes. The results of the analysis of genes related to xenobiotic resistance and molecule transport are reported in Additional files 4 and 5, respectively.
Cold-adaptation proteins (CAPs)
Since the marine environment is generally cold, it is reasonable that some Pseudoalteromonas strains (especially those isolated from Antarctica) might possess genes involved in the adaptation to cold temperatures (CAPs), such as Anti-Freeze Proteins (AFPs), a class of proteins able to inhibit the ice nucleation or decrease the water freezing point temperature [45, 46] .
For this reason, we searched CAPs in these genomes using a dataset of 652 CAPs. Results obtained (see Fig. 7 ) revealed how no clear distinction between Antarctic and non-Antarctic strains is observed, since most of the strains have 4-5 CAPs. Interestingly, we found one CAPs shared between all the strains, that is EtfA, an electron transfer flavoprotein which has been found to be up-regulated at low temperature in P. haloplanktis TAC125 [15] . Assuming that these proteins provide a strong advantage in a permanently cold environment, it could be expected that these are subject to purifying Fig. 5 Heatmap representation of the panmobilome. Each cell indicates whether a gene associated with a MGE (columns) is present (blue) or not (white) in a strain (rows). Each column is color labeled according to the three MGE ACLAME families (plasmid, virus, prophage). The dendrogram on the left has been produced from the hierarchical clustering of the rows selection. To test this hypothesis, we computed, for each group of CAPs, the K a /K s ratio. The results of this analysis (see Additional file 6), showed remarkably low values of this ratio, thus confirming our hypothesis. On average, the CAPs Ka/Ks ratio for the genus Pseudoalteromonas is 0.14.
Biosynthesis of secondary metabolites with antimicrobial activity
Some Pseudoalteromonas representatives are well known for their ability to antagonize the growth of bacteria, algae, fungi and parasites [24, 25, 28, 47] , suggesting the presence of genes involved in the biosynthesis of antimicrobial compounds. These genes have been searched in the Pseudoalteromonas genomes. There are few tools available to automatically identify operons encoding secondary metabolites, including ClustScan [48] , the SBSPKS toolbox [49] , BAGEL2 [50] , CLUSEAN [51] and antiSMASH [52] . Since a systematic benchmarking is currently missing, we opted for antiSMASH for two reasons. First, it is not limited to PKS and NRP operons, such as ClustScan, SBSPKS and BAGEL2. Second, it's extremely easy to use and produces clear results. The results of antiSMASH revealed a plethora of operons involved in the biosynthesis of molecules such as ferrins, bacteriocins, polyketides, lantipeptides and other non-ribosomial peptides. Data obtained (i.e. the number of genes and gene clusters hypothetically involved in such functions, for each genome) is reported in Additional file 7. Moreover, a sequence similarity approach has been used to identify homologous clusters and each cluster was mapped onto the Pseudoalteromonas phylogenetic tree (Fig. 8) . Our findings demonstrated that all the Pseudoalteromonas genomes harbor at least one cluster involved in bioactive molecule synthesis.
Therefore any Pseudoalteromonas strain can, in theory, carry out an inhibitory activity, which is consistent with previous observation (see above and [18, 23, 24, 53] ).
Second, we observed a high variability of the biosynthetic operons, in terms of number and composition, across the different genomes (e.g. the number of clusters per genome ranges from 1 to 19). In particular, while most of the strains have a similar number of biosynthetic operons (from 1 to 4), the genomes of five pigmented strains (P. citrea NCIMB1889, P. rubra ATCC29570, P. piscicida JCM20779, Pseudoalteromonas sp. NJ631, and P. flavipulchra JG1) are characterized by the presence of a high number of operons. Indeed, a large variability of the inhibition carried out by different strains was observed by Holmstrom et al. [54] , with the pigmented strains (P. citrea, P. rubra and P. tunicata) showing the largest inhibition. Thus, the results we obtained might explain the inhibition differences between strains, in that the pigmented strains are, in theory, able to produce a wider array of bioactive molecules, since they have a larger number of operons.
These results are also in agreement with more recent works describing the ability of Pseudoalteromonas strains to completely inhibit the growth of human opportunistic pathogens belonging to the Burkholderia cepacia complex [55] [56] [57] . In those works the authors found that one of the most active Pseudoalteromonas strains was TB41, which is the only one able to produce a polyketide synthase that very likely contributes (in addition to other molecules of volatile nature) to its high inhibitory activity [55, 56] .
All 38 strains share one operon; which suggests that this operon was present in the Pseudoalteromonas LCA. Concerning this issue, it is not clear whether the LCA harbored just one operon (the shared one) and the others have been acquired (eventually via HGT events) by different strains or if the genome of the common ancestor embedded a higher number of different operons involved in the biosynthesis of different bioactive molecules. According to this second scenario, one or more operons should have been lost during evolution by different Pseudoalteromonas strains/species. To test these hypotheses, we investigated where these genes have been acquired/lost, according to the ancestral gene states reconstruction shown in Fig. 7 . Although some of these genes were present in the Pseudoalteromonas LCA, the majority of these genes have been acquired through recent events, especially in the pigmented strains. Therefore, strain-specific gene acquisition led to the variability in the operon presence.
These results clearly show the biosynthetic potential of some of these strains, prompting for potential application, such as drug discovery and biocontrol of aquaculture. As a proof of concept, some of the predicted operons correspond to clusters of genes, which have already been discovered and validated as antimicrobial. For example, we found the gene cluster involved in the production of violacein (a compound with several activities such as antioxidant, antifungal, antiviral, antibacterial and antitumoral effects [58] ) in both P. luteoviolacea and P. tunicata genomes, for which the production of this compound has been witnessed [59, 60] .
Conclusions
In this work we have performed a comparative genomics analysis for a large portion of the Pseudoalteromonas strains with the sequenced genome available in GenBank, gaining new insights into the evolutionary history of this genus and trying to underline the main genomic features with an ecological relevance.
Considering their pigmentation, the 38 strains under study can be classified in two major groups: one embedding 10 strains (pigmented group) and the other containing 28 strains (P. h.-group), most of which isolated from different ecological niches of Antarctica. From a phylogenetic point of view, the pigmented group displays a greater degree of variability, whereas the non-pigmented one is characterized by a phylogenetic shallowness. However, the analysis of the pangenome of the two groups revealed how they are characterized by an open pangenome with a (very) high percentage of unique genes. This is remarkable for the non-pigmented strains, since this is in apparent contrast with the phylogenetic shallowness. The analysis of the dynamics of gene gains and losses revealed how the evolution of the Pseudoalteromonas strains is strongly affected by recent acquisitions of a large number of genes, most likely by means of HGT. This idea is in agreement with the fact that most of these strains inhabit the Antarctica and on the finding that the marine environment represents a key reservoir of horizontally transferred genes [61, 62] . This hypothesis was supported by the functional analyses of the Pseudoalteromonas genomes, which revealed the existence of a large fraction of genes related to MGEs, most of which have a plasmid origin. Since the molecular actors of bacterial conjugation are absent in the Pseudoalteromonas genomes, we speculate that the exchange of genetic material might occur via transduction, which could explain the considerable portion of phage genes found in the panmobilome. The biological significance of such degree of HGT and the high number of unique genes might rely on the fact that most of these strains have been isolated from Antarctica. Indeed, in such a harsh environment, could be favored those microorganisms that, by exploring many possible genetic/genomic combinations, find the more efficient phenotype for the colonization of a given ecological niche. Moreover, since all of the strains analyzed in this work are marine bacteria, which have been isolated from different world regions, their genomic variability could imply that marine-living bacteria have to cope with different niches and to be able to rapidly adapt to fast changes of the environmental conditions.
In this context the analyses of particular metabolic traits might shed some light on this issue. Indeed, in the marine environment it is very likely that microorganisms belonging to different species/genera have to compete for nutrients; accordingly, antagonistic interactions between bacteria isolated in Antarctica from different niches (water column, sponges, sediments) have been disclosed recently [23] . These antagonistic interactions very likely rely on the production of antimicrobial compounds that can also inhibit the growth of human pathogens [56] . According to this idea, the analyses performed in this work revealed the presence of gene clusters involved in the biosynthesis of secondary metabolites. Notably, as it might be expected, the higher the number of gene clusters, the higher the number of metabolites synthesized by Pseudoalteromonas strains. On the other side, bacteria living in a "competitive" environment, such as the marine one, have evolved different mechanisms to resist to antibiotics and/or other toxic compounds. The remarkably high number of genes encoding efflux pumps in the Pseudoalteromonas genomes fully supports this view.
The results reported in this work show how the Pseudoalteromonas genus embeds a remarkable genomic diversity, with a large proportion of unique genes, underlining that our knowledge of this genus is still limited. This, together with the fact that most of these strains seems to be very promising for applicative purposes, prompts for further explorative studies on these marine bacteria, with the collection of new strains and the sequencing of the genomes of other representatives of this genus.
Methods
Pangenome analysis
To compute the pangenome of Pseudoalteromonas genus, the dataset comprising the Pseudoalteromonas representatives was analyzed using the dgenome module of the Ductape suite [63] , which allowed a fast computation of the pangenome by using a pairwise BBH approach. The estimation of generalized pangenome metrics, such as core genome and pangenome size was performed by simulating random pangenomes with number of genomes (N) ranging from 2 to 38. For each N, a total of 10 random combinations of organisms were sampled. From each of these pangenomes, the total number of genes and the number of conserved and new genes were determined, corresponding to pangenome, core and unique genome size, respectively. Also, these numbers were used to estimate the pangenome parameters (see below). As reported by Tettelin et al. [29] , the Heap's law, an empirical law originally used in the field of information retrieval [64] , can be used to describe the Pseudoalteromonas pangenome size and the number of new genes. These power laws, N(pan) = k 1 N γ and N(new) = k 2 N − α were fitted to the number of total genes and new genes, respectively, to find the parameters giving the best fit, using the curve_fit function of the Python package Scipy. The γ parameter determines the behavior of the curve, in that for γ values >0, the function does not have any asymptote, which ideally points out to a pangenome of infinite size. Similarly, to estimate the Pseudoalteromonas core genome the following double exponential decay function was fit on the number of core genes:
In order to obtain a reliable estimation, the free parameters to be optimized (k 1 , k 2 , τ 1, τ 2, Θ) were optimized with the curve_fit function with, respectively, the following initial guesses: 1, 1, 0.1, 0.1, 1500.
Phylogenetic analysis
The amino acid sequences of the 1571 core genes were separately aligned using ClustalW [65] default parameters and concatenated into a single sequence (concatamer). A Maximum-Likelihood (ML) phylogenetic tree was obtained using RAxML 8.2.9 [66] with the following parameters:
LG substitution matrix (+I + G + F), 100 bootstrap replicates and 12,345 as random seed value. The optimal model (LG + I + G + F) was chosen using ProtTest 3.4.2 [67] and selecting that with the best Akaike Information Criteria score.
Estimation of gene gain and gene loss
The evolutionary events leading to the acquisition and loss of a gene were estimated using a maximum parsimony approach [68] . The phylogenetic tree here reported, rooted using the pigmented clade as outgroup, was used as a guide tree. The method analyzed the patterns of gene presence/absence for 35,615 genes, considering loss events twice more probable than gain events.
Functional annotation
Genes for the production of molecules with anti-bacterial activity
The stand-alone version of antiSMASH [52] (antibiotics and Secondary Metabolites Analysis Shell) 1.9 was used to scan Pseudoalteromonas genomes for genes involved in secondary metabolites biosynthesis using an ad-hoc computational framework.
The homology relationship between clusters of the same families was inferred with a First Best Hit (FBH) BLAST analysis on the protein sequences [69] , with a threshold e-value of 1e −20 .
Genes related to mobile genetic elements
Pseudoalteromonas coding genes were compared with the ACLAME (A CLAssification of Mobile genetic Elements) [35] database using a FBH BLAST search with the protein sequences and assigning the genes to families having the first best hit with the following thresholds: e-value <1e −20 , sequence coverage >30%, sequence similarity >60%. Then, the ACLAME annotation was manually compared to the annotation of the query protein, when available, to obtain a reliable set of annotations.
Search of genes involved in the development of competence (com genes) was performed using a set of sequences from the genomes of Haemophilus influenzae and Bacillus subtilis. The set of mob and tra genes (responsible for mobilization and transfer of DNA molecules, respectively) from UniProtDB [70] were used to find these genes in the Pseudoalteromonas genomes. The query proteins hitting these sequences were then searched in the UniProt database, and the annotation was confirmed if the best hit was corresponding to the proposed one.
Genes for biocide and heavy metal resistance
Genes involved in biocide and heavy metal resistance activity were inferred through a FBH BLAST search in the BacMet database [71] of experimentally validated genes using the protein sequences. Genes were assigned to the best hits with the following thresholds: e-value <1e −20 , sequence coverage >30%, sequence similarity >60%.
Cold-shock proteins
Genes involved in cold-shock specific response were searched through a FBH BLAST (threshold: e-value <1e −30 ) search on a database of 652 bacterial proteins involved in the cold adaptation is obtained from the UniProt database. The nucleotide sequences of the orthologs present in the Pseudoalteromonas genomes were aligned and used as input, with default parameters, for the Ka/Ks online tool (http://services.cbu.uib.no/tools/kaks) to compute the values of K a , K s and their ratio. The set of data used in this analysis can be downloaded from https://github. com/EBosi/Pseudoalteromonas-pangenome-files.
